RMSD variation
Non-linear Poisson-Boltzmann electrostatic calculations were performed using APBS Tools (Dolinsky et al., 2004) and surfaces rendered in PyMol (Schrodinger, 2010) . PB2 globular domain has been excised for clarity, the remaining bipartite-like NLS is represented as a cartoon with the basic residues shown as sticks. Quantification of pulldowns in triplicate show importin α5 binding to PB2 is 82% compared to 62% for importin α7, and 67% for NP-NLS compared to 46% for importin α7. Pulldowns are shown as mean ± SD for three experiments. 
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Supplementary Experimental Procedures
Expression and purification of recombinant proteins GST-importin α5 ΔIBB was cloned as previously described (Nardozzi et al., 2010) and purified as the other GST-importin α constructs used in this paper.
Pulldown Quantification
For quantification, two control gels were run to determine the linear range of Coomassie dye staining density and to confirm that GST-importin α and MBP-tagged cargos absorbed dye comparably. The upper bound of the linear range was determined to be 4 μg, so approximately 2 μg of the GSTimportin αs were loaded on gel. The density of each band could be converted to a molar quantity and the molar ratio between the GST-importin α and MBP-cargo in each lane determined. Image Lab software (BioRad) was used to quantify all bands.
Structure determination and refinement Initial phases were obtained by molecular replacement using Phaser (McCoy, 2007) and the structure of mouse importin α1 (PDB entry 3Q5U) as a search model. Complete atomic models were built manually using Coot (Emsley and Cowtan, 2004) and completed using phenix.autobuild (Adams et al., 2002) . All structures were refined using iterative cycles of positional and isotropic B-factor refinement with distinct Translation/Libration/Screw (TLS) groups, as implemented in phenix.refine (Adams et al., 2002) . Peaks above 3σ in a Fo -Fc difference electron density map were modeled as water molecules. The structure of ΔIBB-importin α1:PB2-NLD has been refined to a R work /R free of 16.29/19.08%, at 1.70 Å resolution. It contains residues 72-496 of importin α1, residues 687-758 of PB2-NLD and 475 water molecules. The structure of IBB-importin α3:PB2-NLD has been refined a Rwork/Rfree of 18.48/23.86%, at 2.70 Å resolution. It contains residues 71-487 of importin α3, residues 686-759 of PB2-NLD and 288 water molecules. The structure of IBB-importin α7:PB2-NLD has been refined to a R work /R free of 18.89/23.10%, at 2.42 Å resolution. It contains residues 80-504 of importin α7, residues 683-757 of PB2-NLD and 157 water molecules. The final models were validated using MolProbity (Chen et al., 2010) and have excellent geometry. Asn 239 in importin α1 falls in a disallowed region of the Ramachandran plot.
Bioinformatics, structure analysis and representation Phylogenetic trees of the Arm cores and IBBs were generated with ClustalX2 (Larkin et al., 2007) and TreeView (Page, 1996) . The structures of importin α isoforms bound to PB2 were analyzed using the PISA server (Krissinel and Henrick, 2007) , PDBsum (Laskowski, 2009) and DynDom (Hayward and Berendsen, 1998) . All structural illustrations in the paper were generated using PyMol (Schrodinger, 2010) .
